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Hood et al., http://www.jcb.org/cgi/content/full/jcb.201211127/DC1 Figure S1 . Localization of GFP-CHC mutants in mitotic HEK293 cells depleted of endogenous CHC. Representative confocal micrographs of HEK293 cells expressing the indicated construct on a background of CHC depletion (see Table S1 for details of mutations). These experiments were quantified and summary data are shown in Fig. 4 C. Bar, 10 µm. Figure S2 . CD spectroscopy confirms that MBP-CHC(1-1074)-His 6 mutants are folded. CD spectroscopy performed at the indicated temperatures on MBP-CHC(1-1074)-His 6 constructs. Wild-type, 1-330, and 457-507 proteins were analyzed. CD spectra were collected once. Figure S4 . CD spectroscopy demonstrates the structural integrity of TACC3 629-838 678-681 and TACC3 629-838 682-688. CD spectroscopy was performed on TACC3 629-838 and three TACC3 constructs with internal deletions that result in the ablation of TACC3 binding to ch-TOG. Deletion of residues 672-678 resulted in a loss of secondary structure whereas the other deletion mutants have largely -helical spectra similar to that of the wild-type protein. CD spectra were collected twice. Figure S5 . Identification of TOG6 domain in ch-TOG homologues. (A) HEK293 cells depleted of endogenous ch-TOG, expressing RNAi-resistant GFPch-TOG and mCherry-LCa were fixed and visualized by fluorescence microscopy. Bar, 10 µm. (B) Alignment of the proposed TOG6 domain from Msps (D. melanogaster) with comparable regions from ch-TOG (H. sapiens), XMAP215 (X. laevis), and Zyg9 (C. elegans). Helical regions of HEAT repeats 1-6 are boxed. The residues are colored by their physicochemical properties where red is for hydrophobic residues, blue for acidic residues, magenta for basic amino acids, and green for amino acids with hydroxyl, sulfhydryl, and amine groups (also includes glycine). (C) NMR dynamics and structural data for the identification of TOG6 in Msps, plotted against residue number. The nuclear Overhauser effect is the measure of local mobility on a picosecond time scale with a value of 0.8 indicating a rigidly folded residue for most of the construct with the exception of 1851-1871 where low values show high levels of flexibility. The ratio of 15 N spin-spin and spin-lattice relaxation rates (R1/R2) is a measure of mobility on the nanosecond time scale and the high values around 1851-1871 confirm the flexible linker. The rotational correlation time (T c ) values describe the rigid body tumbling of individual domains and it is very clear that 1591-1850 is moving completely independent of the C-terminal fragment. RDCs were measured for the putative Msps TOG domain 6 and are shown here plotted for all helices against the sequence for comparison against values calculated for homology models of Msps TOG 6 based on crystal structures 2QK1 and 2OF3, respectively. The position of helices as estimated from NMR data as well as seen in the homology models is indicated at the bottom. NMR data were collected from several samples, including the two different constructs of Msps, and assembled into a composite dataset. The RDC experiment was repeated twice using two different sample dilutions (3 and 5 mg/ml), and the results were in good agreement. The data shown is from the sample at 5 mg/ml.
Provided online is cdfit.ma, the custom-written Mathematica macro for fitting CD data. Expression of clathrin mutants is from pBrain plasmids that deplete endogenous CHC and simultaneously re-express RNAi-resistant CHC. All clathrin mutants are knockdown resistant and coexpressed with CHC shRNA (except *, where control shRNA is used).
